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In many neural systems studied in vitro, the timing of afferent
impulses affects the strength of postsynaptic potentials1,2. The
influence of afferent timing on postsynaptic firing in vivo has
received less attention. Here we study the importance of afferent
spike timing in vivo by recording simultaneously from ganglion
cells in the retina and their targets in the lateral geniculate nucleus
of the thalamus. When two spikes from a single ganglion-cell axon
arrive within 30 milliseconds of each other, the second spike is
much more likely than the first to produce a geniculate spike, an
effect we call paired-spike enhancement. Furthermore, simulta-
neous recordings from a ganglion cell and two thalamic targets
indicate that paired-spike enhancement increases the frequency of
synchronous thalamic activity. We propose that information
encoded in the high firing rate of an individual retinal ganglion
cell becomes distributed among several geniculate neurons that
fire synchronously. Because synchronous geniculate action poten-
tials are highly effective in driving cortical neurons3, it is likely
that information encoded by this strategy is transmitted to the
next level of processing.

We made simultaneous recordings from 205 pairs of neurons in
the cat; one neuron of each pair was in the retina and the other was
in the lateral geniculate nucleus (LGN). Because retinal ganglion
cells have high firing rates and are highly effective in driving
geniculate neurons4–7, this pathway is well suited for the detailed
analysis of extracellular data. We mapped receptive fields using a
random, computer-generated stimulus8–10. An example of the
receptive fields of two simultaneously recorded neurons (off-
centre X cells), one in the retina and the other in the LGN, is
shown in Fig. 1a, b.

The raster plot in Fig. 1c shows the occurrence of geniculate
spikes relative to 300 successive ganglion-cell spikes, each centred at
time zero. Following a retinal spike, there was a clear tendency
for the geniculate cell to generate a spike with a peak delay of
4.8 ms—a delay consistent with a monosynaptic connection4,5. This
short latency peak is best appreciated in the cross-correlogram
(Fig. 1d)—the average of the raster plots shown in Fig. 1c over all
retinal spikes4,5. Of the 205 pairs of cells in this study, 12 had
statistically significant11 narrow correlogram peaks, indicative of
monosynaptic connections.

We next determined whether the efficacy of a retinal spike (the
probability of evoking a geniculate spike) was influenced by pre-
ceding patterns of retinal activity. Patterns of firing were character-
ized by two temporal parameters—interspike interval and dead
time—that defined a pair of retinal spikes. In each pair, the second
spike followed the first by a specific interspike interval (ISI) and the
first spike was preceded by a minimum period of silence (dead
time). The dead time ensured a comparable level of activity
immediately preceding all first spikes. For example (Fig. 1e, f), we
selected all pairs of retinal spikes that occurred 10:0 6 0:4 ms apart
and followed a dead time of at least 20.0 ms. As seen either as a raster
plot (Fig. 1e) or as a paired-spike cross-correlogram (Fig. 1f),
second retinal spikes were significantly more effective. We call this
effect paired-spike enhancement, to distinguish it from other
previously described effects such as paired-pulse facilitation.

The degree of paired-spike enhancement depended on both
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Figure 1 Recording of connected neurons in retina and LGN. a, b, Receptive

fields of a retinal ganglion cell and geniculate neuron (on-centre X cells) mapped

withwhite noise8–10. Bright regions were excited bybright stimuli, anddark regions

by dark stimuli (pixel size 0.38). Stimulus-response delay shown: 15–31ms for

retina, 31–46ms for LGN. Circles represent a gaussian fit to the retinal receptive

field (radius: 2.5jret). c, Raster plot of geniculate firing (stimulated by drifting

grating) relative to 300 retinal spikes. The geniculate neuron often fired ,5ms

after the retinal spike. d, Cross-correlogram, which is equivalent to the sum of all

rows of the raster plot (c); units are LGN spikes per second following an average

retinal spike. The narrow, short-latency peak (above the stimulus-dependent

shuffle correlogram30 (grey line) indicates that the retinal ganglion cells provided

monosynaptic input to the geniculate neuron4,5. Total time 797 s. Retinal spikes:

31,315; LGN spikes: 10,749. Retinal efficacy: 29.7% (see Methods). e, Raster plot of

geniculate firing relative to 300 pairs of retinal spikes, each separated by

10:0 6 0:2ms and preceded by at least 20.0ms of dead time. More geniculate

spikes followed second retinal spikes than followed first retinal spikes. f, Cross-

correlogram between paired retinal spikes and LGN. Number of retinal paired

spikes is 336. Efficacy of first spikes (peak 1), 8.6%. Efficacy of second spikes

(peak 2), 47.0%.
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temporal parameters: interspike interval and dead time. The effect
of varying the interspike interval was clear: the efficacy of second
spikes reached a maximum at short intervals (,2–5 ms) and
declined smoothly for intervals up to ,30 ms. This was found
during excitation by a grating stimulus (Fig. 2a, d), by a white-noise
stimulus (Fig. 2b, d), or in the absence of a visual stimulus (Fig. 2c).

We next studied the consequences of varying the dead time
preceding the first spike. As would be expected, the average efficacy
of first spikes (Fig. 2e) depended on the dead time preceding it; 5.4%
efficacy was found when dead times were greater than 5 ms, and
1.8% efficacy was found for dead times of more than 30 ms. More
important, varying the dead time also affected the peak efficacy of
second spikes (Fig. 2f); efficacy decreased from 15.2% for dead
times of more than 5 ms to 11.5% for dead times of more than
30 ms. Thus, the efficacy of a retinal spike is influenced not only by
the immediately preceding spike, but also by the earlier level of
activity. Regardless of the preceding dead time, however, the efficacy

of second spikes was always much greater than the efficacy of first
spikes.

All monosynaptic connections between the retina and the LGN,
both strong and weak, showed paired-spike enhancement. The
scatter plot in Fig. 3 shows the efficacy of second versus first retinal
spikes for each cell pair (n ¼ 12), averaged over all interspike
intervals between 4 and 30 ms. All but one of the points fall above
the line of unit slope, indicating that second spikes were more
effective than first spikes in driving a geniculate response.

Our results show that when two retinal spikes occur within ,3–
30 ms of each other, the second spike has an increased probability of
evoking a postsynaptic spike. Whether this effect is the result of
presynaptic mechanisms, such as calcium accumulation2,12,13, or
postsynaptic mechanisms, such as passive integration14, cannot be
determined from extracellular data. As most central synapses
studied in vitro exhibit paired-pulse facilitation or depression
(which rely on presynaptic mechanisms)1,2, we predict that the
effect is at least partially presynaptic. Paired-spike enhancement is
unlikely to be a polysynaptic phenomenon, either cortical or
intrathalamic, because of its fast onset; the effect is usually maximal
at the shortest intervals that we can study, about 3 ms (determined
by retinal relative refractory period). Furthermore, the effect is
present without visual stimulation (Fig. 2c), when cortical feedback
neurons are relatively silent. Finally, because some LGN neurons
receive input from up to four ganglion cells4,5,15, paired-spike
enhancement might rely on other retinal inputs. This is unlikely,
however, because it is seen when a single retinal ganglion cell drives
almost all thalamic spikes (up to 82%; Fig. 2a–c).

Although it is likely that there is a presynaptic component to
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paired-spike enhancement, it almost certainly involves a dynamic
interplay between facilitation and depression. Most classic studies of
facilitation and depression in vitro1,2 have relied on protocols in
which pairs of stimuli are delivered on a quiescent baseline, or in
which trains of spikes are elicited at constant rates. Several later
studies16–19 have used more naturalistic presynaptic spike trains,
similar to those found in vivo, and found that synaptic efficacy
depends, in a complex way, on the local temporal structure of the
input. Although naturalistic spike trains, delivered in vitro, are
important in understanding the mechanisms of synaptic modula-
tion, the functional significance of these mechanisms can only be
fully appreciated in vivo, when they occur in the context of the
normal activity of the intact nervous system.

We next determined how paired-spike enhancement affects the
activity of ensembles of thalamic neurons, particularly synchronous

firing. Because retinal ganglion cells diverge anatomically to contact
several thalamic targets15,20, tightly synchronous activity of
geniculate neurons by common input was predicted21 well before
it was observed3. Synchronous geniculate spikes are of particular
interest, as they are more effective at driving cortical responses3.
Here we have found that synchronous firing in the LGN is caused by
retinal divergence, but also that paired-spike enhancement increases
the number of synchronous events.

Because we used a multielectrode array to record from the LGN,
we were able twice to record simultaneously from two synchronized
geniculate neurons and from a common retinal input. In one such
example (Fig. 4), the receptive fields of one retinal cell and two
simultaneously recorded geniculate cells all overlapped. The strong
and narrow peaks (,1 ms) in the retinogeniculate correlograms
(Ret → LGN A; Ret → LGN B) indicate that the two geniculate cells
both received input from the retinal cell. As a result of this common
input, the two geniculate cells fired many of their spikes synchro-
nously (Fig. 4, LGN A–LGN B). In this case, the retinal cell drove
84% of the simultaneous spikes between LGN cells A and B.

How does paired-spike enhancement influence the relative inci-
dence of synchronous LGN spikes? In this case, second retinal spikes
were 12.3 times more likely than first spikes to evoke synchronous
geniculate responses (Fig. 4, bottom). For the other three-cell
recording, second retinal spikes were 1.75 times more effective in
evoking synchronous geniculate spikes. Thus, as would be expected
from the paired-spike effect on the activity of a single geniculate
neuron, paired-spike enhancement increases the occurrence of
synchronous spikes in geniculate neurons.

Correlated spiking of LGN cells is important for cortical devel-
opment22–24, but may also play a role in information coding
(compare refs 25 and 26). In particular, synchronous geniculate
spikes convey information beyond that conveyed by non-synchronous
spikes25. Similarly, extra information is conveyed by the retina
during periods of very high spike rate27. With paired-spike enhance-
ment, this information may be selectively transmitted to the LGN,
in particular to synchronous spikes. Thus there is a partial transition
from a rate code to a synchronous population code.

Paired-spike enhancement, together with divergent connections
from one retinal cell onto several geniculate neurons, works to
increase the number of synchronous spikes in the LGN. Further,
synchronous geniculate spikes can interact synergistically in evok-
ing cortical spikes (compare ref. 3 with refs 28, 29). Thus, two
aspects of the anatomy of the visual pathway—divergent input to
the LGN and reconvergent input to the visual cortex—have
physiological counterparts, namely thalamic synchrony and
thalamocortical synergy, respectively. This interplay of anatomy
and physiology acts not only to reinforce the pathway from
periphery to cortex, but also to provide the cortex with more
information about the visual environment. M
. . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . .

Methods

Cats were prepared for electrophysiological recordings as described3,11. Record-
ings in the Alaminae of the dorsal LGN were made with a seven-electrode array
(Thomas Recording, Marburg). Retinal recordings were made with single
electrodes (AM Systems) inserted into the eye through a guide tube. Spike
isolation was confirmed with off-line waveform analysis (DataWave Systems);
the presence of a refractory period in autocorrelations; and observations of
analogue data recorded on tape. The significance of correlogram peaks was
assessed using the method of ref. 11, but with a bandpass filter of 350–2,100 Hz
to capture the very fast peaks. The peak integral was determined from unfiltered
correlograms (2.0-ms range around maximum), minus the baseline (taken
from 2-ms ranges immediately before and after the peak range). The efficacy of
retinal spikes was defined as: (peak integral)/(total retinal spikes).
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In a Drosophila follicle the oocyte always occupies a posterior
position among a group of sixteen germline cells. Although the
importance of this cell arrangement for the subsequent formation
of the anterior–posterior axis of the embryo is well documen-
ted1–4, the molecular mechanism responsible for the posterior
localization of the oocyte was unknown. Here we show that the

homophilic adhesion molecule DE-cadherin5–7 mediates oocyte
positioning. During follicle biogenesis, DE-cadherin is expressed
in germline (including oocyte) and surrounding follicle cells, with
the highest concentration of DE-cadherin being found at the
interface between oocyte and posterior follicle cells. Mosaic
analysis shows that DE-cadherin is required in both germline
and follicle cells for correct oocyte localization, indicating that
germline–soma interactions may be involved in this process. By
analysing the behaviour of the oocyte in follicles with a chimaeric
follicular epithelium, we find that the position of the oocyte is
determined by the position of DE-cadherin-expressing follicle
cells, to which the oocyte attaches itself selectively. Among the DE-
cadherin positive follicle cells, the oocyte preferentially contacts
those cells that express higher levels of DE-cadherin. On the basis
of these data, we propose that in wild-type follicles the oocyte
competes successfully with its sister germline cells for contact to
the posterior follicle cells, a sorting process driven by different
concentrations of DE-cadherin. This is, to our knowledge, the first
in vivo example of a cell-sorting process that depends on differ-
ential adhesion mediated by a cadherin.

DE-cadherin, encoded by the gene shotgun (shg), is the major
epithelial cadherin in Drosophila and forms a cell adhesion complex
with Armadillo/b-catenin and Da-catenin5–9. During oogenesis,
DE-cadherin is expressed in all germline and follicle cells in the
germarium and the follicles (Fig. 1c). Before follicle formation, the
oocyte accumulates more DE-cadherin than the other 15 germline
cells (the nurse cells), which are connected to the oocyte by
cytoplasmic bridges known as the ring canals. The higher level of
DE-cadherin in the oocyte depends on oocyte specification as, in
egalitarian (egl) mutants, in which all 16 germline cells develop into
nurse cells10,11, there are no differences in DE-cadherin concentra-
tions between germline cells (Fig. 1f).

Follicle formation is initiated when follicle cells grow inwards at
the posterior side of the germ cell cluster, which forms a monolayer
resting on the follicle cells (Fig. 1a, b). Subsequently, the germ cell
cluster rounds off and eventually becomes covered with follicle cells
at its anterior side also. The oocyte, which initially has a variable
position, always assumes the most posterior position during follicle
formation. Higher levels of DE-cadherin are seen in the posterior
and anterior follicle cells than in lateral follicle cells (Fig. 1d).
However, the highest DE-cadherin concentration is seen at the
interface between the oocyte and the posterior follicle cells (Fig. 1d,
e). In egl mutants, anterior and posterior follicle cells also express
increased DE-cadherin levels, but no anterior–posterior differences
are seen (Fig. 1f). Increased DE-cadherin concentrations at the
interface between the oocyte and posterior follicle cells are main-
tained until stage 7 of oogenesis. Armadillo is distributed similarly
to DE-cadherin (Fig. 1g). The DE-cadherin expression pattern,
together with the finding that shg mutant germ line clones fail to
produce eggs6, is consistent with a function for this adhesion
molecule in both germline and follicle cells. In particular, the high
accumulation of DE-cadherin at the interface of oocyte and poster-
ior follicle cells indicates that it may mediate interactions between
these two cell types.

To study the consequences of loss of DE-cadherin expression
during oogenesis, we first analysed the semiviable allelic combina-
tion shgP34-1/shgR6. Mislocalization of the oocyte was seen in 29.5%
of stage 7–9 mutant follicles (n ¼ 383), compared with 0% in wild-
type follicles (n ¼ 498) (Fig. 2). To determine whether DE-cadherin
is required in the germline or in the follicular epithelium for oocyte
localization, and to analyse oogenesis in the absence of DE-cadherin
expression, we generated cell clones homozygous for the null allele
shgR69. The most prominent phenotype of germline clones that lack
DE-cadherin is a mislocalization of the oocyte (Fig. 3a, b, e, f). An
abnormal position of the oocyte is seen already in stage 1 follicles
and in 89% of follicles with a mutant germline (Fig. 3i). In addition
to mislocalization of the oocyte, lack of DE-cadherin expression
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